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Abstract

¢ AIM: To clone and construct an eukaryotic expression
plasmid containing B5 subunit gene, in order to study the
mechanism of age-related cataract formation and the
prevention measure.

« METHODS: Total RNA was extracted from human lens
epithelium strain SRA01/04. B5 subunit cDNA was ampli-
fied by RT-PCR, ligated into the eukaryotic expression
vector pcDNA3. 1( +).

e RESULTS:. RT-PCR product is about 792bp specific
segement. Analysis by estricting enzyme EcoR | and Hind
Il and DNA sequence showed the inserted B5 subunit
gene was correct.

e CONCLUSION: Eukaryotic expression plasimd pcDNA
3. 1-B5 is successfully constructed in order to make a basis
for the further reseach.

e KEYWORDS: B5 subunit; proteasome; genetic recom-
binantion

Zhang TY, Liu XL,Wu MX, et al. Construction of the recombinant
expression plasmid encoding proteasome 5 subunit gene. IntJ

Ophthalmol( Gugii Yanke Zazhi) 2010;10(6) :1047-1048

HE

B B A9 AR 5 BS JEPH EAZ R kT,

ik DR Bz 40 M ik SRAO1/04 H 2R RNA
2: RT-PCR #3543k B5 WA 9 4 K cDNA F Bt %
TR & HA R IR AR pcDNA3. 1 I,

Z5 8 .RT-PCR 3591 1 2 792bp Y BS5 F L4 FE P 43R 2
T B R B, DT 52 AT 43 A A S B4 ARG BS
BT A FE R 38 5E 4 IR

58 NI TR IR RS R B LA R A 2
JER

SKHEIR . B5 WAL 5 2 A FE PR 4

DOL:10. 3969/ issn. 1672-5123.2010. 06. 008

TRERTE WA, S AL A5 B I EEOR BS A Rk N B Rk
AR . EBRIREL e 2010510(6) :1047-1048

035

B A BEAAZ 03 208 1) B5 LB, HLA BE 2R 1 g
FERGNE M, e AR T B A 0 = KR EZENEE 2
— BT A , B A 2R G0 4N P B R
W B B R AR 2 — T BS B AE R A 1 B o o
RIEFLEAKEIAEN ., AV, 04 5%
ZRATE AR AE O 1 N B SR AR IR AR C R P, H
it A 11 B /K 7 T 2 RE 34 S () B R IR IR otk , AT
3G 2 peDNA3. 1 - BS 30— FLA% 1 4l AA, JE A7 K
TN, SR ER T AR A S 11 P9 I 1) e ML B2 B IR T vk
HEHIS RIS
1 #FRFn A&
1.1 8 AR b 2 gl i fk SRA0L/04 , KA FT B B
¥k DHS o M A% FE IR 44K peDNA-3. 1 HI AR SZ86 55 (R AF 37
A 13 K DMEM 15323 ( Gibeo AT 3 51914 A (A AL
FEE G T]) 5 Trizol 7] ( £ HE Invitrogen A ) , 4 H 3
MFE B Invitrogen é}ﬁl‘fnﬁk, Rl P N YT Eed | , Hind Il
Jo T4 % 2§ ( Takara 23 F)) 5 47 /N B 1 % 152 g ( BCIP)
( B TAY TRMRS A MR ) ; RT-PCR 12U (toyobo
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Rl U] AL peDNA3. 1( + ) FESCAY H 19 DNA R B, T4 %
FEB AT 3 M TR AL SOk, R TR BE AN A2
Q4R

HAEYELH BS W07 P 34 /5 F 10g/L s b L vk , AR
PTG BS B R B PCR 5140 m %0 H A9 3 Rk
INZYR 792bp , VK G AR B R BE SO AR (BT 1), VA
T TR AR PCR 3738, B i b Pk T WL — 24 792bp

1047



ERIRRIZEE 200 E6 B 51085 56 H www. 1J0.cn
E81%:029-82245172 83085628 EHF{=#5:1J0.2000@ 163. com

1 PCR¥ELR  1.85 WH{7 ¢cDNA;2:B-actin; M : Marker,

2000

1000
750
S00

Z50
100

B2 ZEHARH pcDNA3. 1-B5 TFEAHERE 1. BRHEMHENY
T Y sE B TR ;2 . B5 IV BAL7 cDNA ;3 B 1 9 1 it 34 1k B5
AEHLN cDNA ;4 . PCR J7 55 8 B2 kT ; M : Marker,,

ity EATRZ Ee® 1 A1 Hind T XUEGY] J5 B3 3K, AT AL
—# 792bp 2k, 5 W AT (K 2), B4l E R peD-
NA3. 1-B5 VA H Invitrogen 23 F)FEATIE RN | 45 5
TN, SRR SAEHR , FAEIR S T AHAT

3 iTie

SRR AR OCHE I N BRI R 2R R 2 —J2 th T 45

1048

i PR St P P ) AR R AL . S AR Y EE Y
BHIVESEAEME" o A2 B S5 A 4 1 2 1 TV A S
T ERTE AR PR 2 (B 2T RSk SR A AT U
INENIOEAUE R O R o SR S e s S S
A A RHA R SE R . RIS E SRR B A
AR, S AR R 2% AT A e A 1 2 10 S T 4 P
R 2R IR R G R A Th RS2 40, IR A BUE I A G
PR IIE L, 2R R A% 0 EB 43 7 208 119 BS SE SR,
HAT R ARG , Rekr MK S A s, A BESEIE
S TEARIAE OGHE 11 PN e £ 1) bR A b e i b
P P B8 £ P R A P 35 M0 T A N R R IR b B 2
PSR R TE L 5 IE R SR EE 1 A A
R N 2 P A 11 1B 2 1 R T 3% 2 A % 5 SR P A
SRR T 5 1 (e 2 1 A R IR A eI — TR K fife g
FE) I RERRART o BS ML 7 2 1 AR 1 22 | L
A B R AR AR UK i D Rg P R 2 AR X Y
SRR, BS ML A HLRE A 1 AR B R R A S
AL EE I BT, B 1k 3 S AR 1 BT AobR A P AR AT
AEfp SRR W R T AR FRATE A 0 SR
1 B5 WA A KL R B BT S I A Ece 1
0 Hind 1107 53, J4% HR 2 ) e B 28 B0 Ak 40k
pcDNA3. 1 H | AT B KA T S 4L 50kE peDNA3. 1-B5, 4
JE— D WFTEAT T Bl
S
1 Orlowski M, Wilk S. Catalytic activities of the 20S proteasome, a mul-
ticatalytic proteinase complex. Arch Biochem Biophys 2000;383 (1) :1-
16
2 Ding Q, Reinacker K, Dimayuga E, et al. Role of the proteasome in
protein oxidation and neural viability following low-level oxidative stress.
FEBS Lett 2003 ;546 (2-3) :228-232
3 Carrard G, Bulteau AL, Petropoulos I, et al. Impairment of protea-
some structure and function in aging. Int J Biochem Cell Biol 2002 ;34 .
1461-1474
4 Andersson M, Sjostrand J, Karlsson J. Proteolytic cleavage of N-Succ-
Leu-Leu-Val-Tyr-AMC by the proteasome in lens epithelium clear and
cataractous human lenses. Exp Eye Res 1998;67(2) :231-236
5 Zetterberg M, Petersen A, Sjoshand J, et al. Proteasome activity in
human lens nuclei correlation with age, gender and severity of cataract.
Curr Eye Res 2003;27(1) :45-53
6 Kruger E, Kloetzel PM, Enenkel C. 20S proteasome biogenesis. Biochimie
2001;83(3-4) .289-293



